FIGURE 1 



PCR Cloning of the Human ER(3 

Human testis RNA was reverse transcribed using Oligo dT. The resulted transcript was 
used for PCR with Oligonucleotides (red arrows) designed as follows: 




The PCR product was cloned in the Hind III andXbal sites of the Eukaryotic expression vector 



pcDNA III. 
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FIGURE 2 



Human ERp cDNA 
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CAGOCATTATACTTGCCCACG^^ 60 

TGGAAGGTGTTTTCTCAGCTGCT ATCTCMGACATGGATATAAAAMCTCACCATCTAGC 120 

CTTAATTCTCCTTCCTCCT ACAACTGCAGTCMTCCATCTrACCCCTGGAGCAa^GCTCC 180 

ATATAC&TACCTTCCTCXJIAIG^ 240 

AGCCCTGCTGTGATGMTTACAGCATTCXX^ 300 

GGTa3GCAGA<XACAAG(XX>WVr^^ 360 

GTGGTOGATOGOCAGTTATCACATCTGTATGOGGMC^ 420 

GiGAAGATCGCTAGMCACACCTTACCTGTAM 480 

GGGMCCGTTGCGCCAGCCCTGTTACTG^ 540 

GCTGTUTGCAGCGATTACX3CATCGGGAW 600 

AAGGCUI 1 1 1 1 IAAMGAAGCATTCAAGGACATMTGATTATAT7TGTCCAGCTACAAAT 660 

CV\GTGTACAAT03ATAAAMCCGGCGCMGAGCTGCCAGGC^ 720 

TAOGAAGnTGGGMTGGfTGMGTCnrGGOT 780 

CGGAGACAGAGAAGTGCCGAOGAGCAGCTGGACTG7 840 

GG(XAOGCGOCOOGAGTGOGGGAQCTGCTGCTGGAOGOCCTOAGOOOC^ 900 

CTCACGCTCCTGGAGGCTGAGCCGCCCCATGTGCTGATTCAGG^ 960 

AOOGAGGCCT(XATGATGATGTCCCTGA(XAAGTTGGOCGACMGGAGTTGGTA 1020 

ATCAGCTGGGCGMGMGATTCCCGGCTTTGTGGAGCTCAGCCT 1060 

CTCTTGGAGAGCTGTTGGATGGAGGTGTTMTGATGGGGCTGATGTrGGG^ 1140 

Q CA(XCC!GGCAAGCTCATCmGCT<XAGATCTTGTTCT 1200 

03 GTAGMGGMTTCTGGAMTCTTTGACATGCnXXTGGCAACT ACTTGAAGGTTTCGAGAG 1260 

=0 TTAAMCTCCMCACAMGMTATCTCTGTGTC^ 1320 

O ATGTACGCTCTGGTC4CAGOGAOCX^G^ 1380 

«; CTGMOGCCX3TOA(XX3ATGCTTTG^ 1440 

w CAGCMT(XATGCG(XTGGCTMCCTCCT 1500 

^ MGMGGGCATGGMCATCTGCTGAACATGMGTGCAAAMTGTGGTCGCAGTGTATGAC 1560 

ys CTGCTGCTGGAGATGCTGMTGOCCACGTGCTTIOGCGGGTGCM 1620 

^ TCCGAGTGCAGCCCGGCAGAGGACAGTAAMGCAMGAGGGCTOOCAG^ 1680 
S CAGTGA 1686 



MDIKNSPSSL N5PSSYKC90 SILPLEHHRI YIPSSWTCH HFVPAMTWQ 50 

PAVMNYSIPS NVTNLEGGPG KQTTSRNLW FTFGHC3PLV VHRQLSHLYA 100 

EPQKSEWZEA. RSLEHTLEVN RETLKRKVSG NRCASEVIGP GSKRDAHTCA 150 

VCSDYASGYH YGVWSCB3CK AEFKRSIQGH NDYICPATNQ CTHKNRRKS 200 

CQACRLRKCY EVGMVKOGSR RERQGYRLVR FQR3ADEQIH CAGKAKRSQG 250 

HAPKVRELLL DALSPEQLVL TLLEAEPPHV LISRPSAPFT EASMMMSLTK 300 

LACKELVHMI SWAKKIPGFV ELSLFDQVRL LE90AMEVLM M3LMAZRSIEH 350 

PGKLIFAPDL VLCRDBGKCV BGTTiKTFCML LATTSRFREL KD2HKEYLCV 400 

KAMDJJSISSM YPLVEATQEA DSSRKLAHLL mVIDALVWV IAK9GISSQQ 450 

QSMRIANLLM LLSHVRHASN KGMEHLLNMK CKNWPVYDL LLEMLNAHVL 500 
FGCKSSITCS BCSPAEDSKS K03SQNPQSQ . 531 
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Reporter: ERE TK.LUC 
Cells: HepG2 
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Reporter: TK.LUC 
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REPORTER: 3X NF- KB TK.LUC 
CELLS: HepG2 
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REPORTER: TK.LUC 
CELLS: HepG2 
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Luciferase reporter constructs (0.5 ug) containing either [A] 3 copies of an NFkB binding site 
upstream of the TK basal promoter (3X-NFkB TK.LUC) or [B] the TK basal promoter 
construct alone (TK.LUC) were transiently cotransfected into HepG2 cells by the calcium 
phosphate coprecipitation method. Each construct was cotransfected with the ER expression 
vector indicated and the plasmid RSV-p-galactosidase (0.5 ug) to correct for variation in 
DNA uptake. Percent luciferase activity values represent Luc:p-galactosidase enzymatic 
activity ratios relative to a value of 100% designated for the IL-10 treated samples and are 
presented as mean + S.E.. 
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100 nM 17-p Estradiol 
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Transaction of ERE reporter by ER Pt and ERQ In HAFPT 1 „ 
lucrferase reporter constn irtc /on , i , . Pl maect - 1 cells. 

DNA response ^ e nC^a?ofl C T^ n ' n ^ e " her * e eS ^ en ™W 
TK basal promoter (TK.Lu~ tra^lnlST?^ (ERE 
(4X10«) with 5 MS of E R expreTs 1 ^ ,r f ns,eoled «™o HAECT-1 cells 

Wo 48 we,ls ofa 96^ET£££ * e'ectroporaOon. Cells were plated 
Prior to luclferase determinal on ERE ?k ^ ~ emisht as indi «" ed 

TK.LUC values and are presented as ^ ^J"T™™««»<< ,o 
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